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Construction of recombined plasmid carrying CrylAc gene and expression of 


insecticidal activities in Bacillus subtilis 
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Abstract| | The full length sequence of the promoter and CrylAc gene were obtained by PCR with two pairs of unique 
primers CrylAcF/R and PxyF/R respectively|] which were designed according to the CrylAc gene and promoter 
sequence of xylase operon from Bacillus subtilis 168. Then[] the fused translational expression vector PxylR-Cry1Ac was 
constructed using overlapping PCR technique with the primers pair PxyF/CrylAcR and the mixture of above PCR 
production. After being digested by Sph | and BamH | [] PxylR- Cry 1Ac expression vector was inserted into E. coli-B . 
thuringiensis shuttle vector pHT315[] and the resulted recombinant plasmids were named as pCrylAc315. The 
recombinant plasmids were transferred into B. subtilis laboratory strain JAASOID. Efficient expression of the Cry1Ac 
gene in the engineered JAASO1D-1Ac was proved with restriction enzyme analysis] SDS-PAGE electrophoresis analysis 
and insecticidal activity assay. 
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Fig. 4 Construction of recombinant plasmids pCry1Ac315 carrying PxylR- CrylAc element 
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Table 2 Insecticidal activity of engineered strains against three pests 
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Test insect Strains Larva number Repeats Correct mortality] 96[] 
JAASOID 30 3 16.7 
nu JAASOI D-1Ac 30 3 TEL 
Plutella xylostella 
HD-73 30 3 95.6 
JAASO1D 30 3 5.6 
5 : L 0 JAAS01 D-1 Ac 30 3 56.7 
odoptera exi 
BM pu HD-73 30 3 68.4 
JAASOID 30 3 41.6 
L u Ud JAASOID-1Ac 30 3 88.9 
Ostrina furnacalis 
HD-73 30 3 100 
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